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- This is a 35 U.S.C. § 371 national phase application of, and claims priority to, international 
application PCT/US98/17255, filed August 20, 1998, which claims priority, under 35 U.S.C. § 1 19(e), to 
provisional application U.S. Serial No. 60/056,217, filed August 21, 1997, the entire contents of which are 
incorporated herein by reference. — 



Please replace the paragraph beginning at page 2, line 23, with the following rewritten paragraph: 



02* -The invention provides a novel genomic nucleic acid sequence (MEFV) 

(SEQ ID NO:l), shown in Figure 1, encoding the protein pyrin which is associated 
with familial Mediterranean fever (FMF). The corresponding cDNA sequence (v75~ 
1 ) (SEQ ID NO:2) and encoded amino acid sequence (SEQ ID NO:3) are shown 
in Figure 2. The invention is also directed towards fragments of the DNA sequence 
that are useful, for example, as hybridization probes for diagnostic assays or 
oligonucleotides for PCR priming. Additionally, the invention is directed towards 
the corresponding sequence for the RNA transcript and fragments thereof — 



Please replace the paragraph beginning at page 3, line 6, with the following rewritten 
paragraph: 



— Mutations in pyrin result in FMF. Therefore, the invention is also directed 
towards mutants of the nucleic acid and amino acid sequences associated with FMF. 
In particular, the invention discloses three missense mutations, clustered in within 
about. 40 to 50 amino acids, in the highly conserved rfp (B30.2) domain (SEQ ID 
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(j/P NO:5) at the C-terminal of the protein. These mutants include M680I, M694V, K695R 
and V726A, each of which is associated with FMF. — 

Please replace the paragraph beginning at page 4, line 19, with the following rewritten 
paragraph: 

0^ - The genomic DNA sequence encoding pyrin (MEFV) (SEQ ID NO: 1) is 

shown in Figure 1 . The start methionine and stop codon are boxed, while the exons 
are underlined. The cDNA sequence (v75-l) (SEQ ID NO:2) is shown in Figure 2. 
In Figure 2, the initial methionine and Kozak consensus sequences are underlined. 
The first boxed segment is a bZIP transcription factor basic domain. The second 
boxed segment is a Robbins/Dingwall consensus nuclear targeting signal. The 
segment indicated by + f s is a potential B-box zinc finger domain. The double- 
boxed region encloses a sequence which encodes a rfp, or B30.2, domain (SEQ ID 
NO:4). Within the double boxed region (the rfp or B30.2 domain), the nucleic 
acids encoding three FMF-associated mutations are double-underlined. Sites of synonymous 
single nucleotide polymorphisms are represented by the cents symbol 
above the sequence. — 




Please replace the paragraph beginning at page 5, line 21 , with the following rewritten paragraph: 

- The predicted amino acid sequence for pyrin (SEQ ID NO:3) is shown in 
Figure 2. The boxed segment from amino acid 266 to 280 is a bZIP transcription 
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factor basic domain. The boxed segment from amino acid 420 to 437 is a Robbins/Dingwall 

J 

consensus nuclear targeting signal. The segment indicated by +'s between residues 375 and 407 
is a potential B-box zinc finger domain. The region double-boxed from residue 577 to 757 is a 
rfp, or B30.2, domain (SEQ ID NO:5). The rfp (B30.2) domain is conserved (sequence identity 
40 -60%) in molecules as diverse as butyrophilin (a milk protein with probably receptor function; 
Jack and Mather, "Cloning and molecular analysis of cDNA encoding bovine butyrophilin, an 
apical glycoprotein expressed in mammary tissue and secreted in association with the milk-fat 
globule membrane during lactation," J. BioL Chern,, 265:14481-14486 (1990)), A3 3 (a factor 
that binds polytene chromosomes in the newt; Bellini et al., "A putative zinc-binding protein on 
lampbrush chromosome loops," EMBO J 12:107-1 14 (1993)), and xnf7 (a factor that binds 
mitotic chromosomes in the frog; Reddy et al., "The cloning and characterization of a maternally 
expressed novel zinc finger nuclear phosphoprotein (xnf7) in Xenopus laevis," Dev. Biol. 
148:107-1 16 (1991)) and, by an analysis with the SEG algorithm (Wootton, "Non-globular 
domains in protein sequences: automated segmentation using complexity measures," Comput. 
Chem.; 18:269-285 (1994)), most likely assumes a globular conformation. Within the double 
boxed region (the rfp or B30.2 domain), three of the amino acids that have been found mutated in 
FMF patients are double-underlined, - 

Please replace the paragraph beginning at page 18, line 13, with the following rewritten 
paragraph: 
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--Oligonucleotides used to amplify pyrin exons were as follows (all oligo sequences are 
given 5' to 3'): 

Exon 1 forward, AAC CTG CCT TTT CTT GCT CA; (SEQ ID NO:6) 

Exon 1 reverse, CAC TCA GCA CTG GAT GAG GA; (SEQ ID NO:7) 

Exon 2A forward, ATC ATT TTG CAT CTG GTT GTC CTT CC; (SEQ ID NO:8) 

Exon 2A reverse, TCC CCT GTA GAA ATG GTG ACC TCA AG; (SEQ ID 

NO:9) 

Exon 2B forward, GGC CGG GAG GGG GCT GTC GAG GAA GC; (SEQ ID 
NO: 10) 

Exon 2B reverse, TCG TGC CCG GCC AGC CAT TCT TTC TC; (SEQ ID 
NO:ll) 

Exon 3 forward, TGA GAA CTC GCA CAT CTC AGG C; (SEQ ID NO: 12) 
Exon 3 reverse, AAG GCC CAG TGT GTC CAA GTG C; (SEQ ID NO: 13) 
Exon 4 forward, TTG GCA CCA GCT AAA GAT GGC; (SEQ ID NO: 14) 
Exon 4 reverse, TCT CCC TCT ACA GGG ATG AGC; (SEQ ID NO: 1 5) 
Exon 5 forward, TAT CGC CTC CTG CTC TGG AAT C; (SEQ ID NO: 1 6) 
Exon 5 reverse, CAC TGT GGG TCA CCA AGA CCA AG; (SEQ ID NO: 17) 
Exon 6 forward, TCC AGG AGC CCA GAA GTA GAG; (SEQ ID NO: 18) 
Exon 6 reverse, TTC TCC CTA TCA AAT CCA GAG; (SEQ ID NO: 1 9) 
Exon 7 forward, AGA ATG TAG TTC ATT TCC AGC; (SEQ ID NO:20) 
Exon 7 reverse, CAT TTC TGA ACG CAG GGT TT; (SEQ ID NO:2 1) 

5 



• 





ATTORNEY DOCKET NO. 14014.0314U1 
SERIAL NO. 09/486,147 



m Exon 8/9 forward, ACC TAA CTC CAG CTT CTC TCT GC; (SEQ ID NO:22) 
Exon 8/9 reverse, AGT TCT TCT GGA ACG TGG TAG; (SEQ ID NO:23) 
Exon 10A forward, CCA GAA GAA CTA CCC TGT CCC; (SEQ ID NO:24) 
Exon 1 OA reverse, AGA GCA GCT GGC GAA TGT AT; (SEQ ID NO:25) 
Exon 10B forward, GAG GTG GAG GTT GGA GAC AA; (SEQ ID NO:26) 
Exon 10B reverse, TCC TCC TCT GAA ATC CAT GG. (SEQ ID NO:27). -- 

Please replace the paragraph beginning at page 20, line 9, with the following rewritten 
paragraph: 

ffc\ - The following oligonucleotides were synthesized and PAGE-purified: 

V66GTI: AAG CTC ACT GCC TTC TCC TC; (SEQ ID NO;28) 
v66GT2: GAG GAG AAG GCA GTG AGC TT; (SEQ ID NO:29) 
V75GTI: GAC TTG GAA ACA AGT GGG AG; (SEQ ID NO:30) 
v75GT2: CTC CCA CTT GTT TCC AAG TC. (SEQ m NO:3 1). -- 

Please replace the paragraph beginning at page 21, line 16, with the following rewritten 
paragraph: 



after screening a total of 165 individuals from 65 families. All three mutations are clustered within 46 
amino acids of one another in the highly conserved rfp (B30.2) globular domain at the C-terminal end of 



-- Three missense mutations were identified in exon 10 of v75-l (Figure 5) 



the predicted protein. The first mutation, is a 



G (~H C transversion at nucleotide 2040 in which 
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methionine is replaced by isoleucine (M680I). This mutation was observed in the 



homozygous state in the affected offspring of a single Armenian family. The second mutation is a 



observed in a large number of affected individuals bearing four apparently distinct disease associated 
haplotypes. The third mutation is aT ( * | C transition at nucleotide 217 which substitutes alanine for 
valine (V726A). It was observed in affected individuals bearing the C haplotype in a Druze family and in 
other FMF patients and carriers bearing this haplotype. An additional mutation in which lysine is 
replaced by arginine at positions 695 (K695R) was observed in an American FMF patient of Northern 
European ancestry. — 



Please replace the paragraph beginning at page 22, line 24, with the following rewritten 
paragraph: 



A ( * l G transition at nucelotide 2080 in which methionine is replaced by valine (M694V), This was 



— The PCR primers were tailed with one of the following sequehcesT 



-2 1 M 1 3 forward: GTA AAA CGA CGG CCA GT; (SEQ ID NO:32) 



-28 Ml 3 reverse: CAG GAA ACA GCT ATG ACC AT; (SEQ ID NO:33) 



-40 Ml 3 forward: GTT TTC CCA GTC ACG ACG. (SEQ ID NO:34). - 



IN THE CLAIMS 



Please cancel claims' 




and 9 without prejudice. 
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